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Introduction
Crohn's disease (CD) is a chronic inflammatory disease that mainly affects the gastro-intestinal tract and is characterized by an inappropriate and ongoing immune response. [1] Most patients suffer from a relapse-remitting disease course that is difficult to predict. [2, 3] Predicting the disease course is hampered by the poor availability of adequate disease biomarkers or symptoms that forecast a flare of inflammation. Longstanding sub-clinical disease activity increases the risk of various severe complications, such as stricturing or penetrating disease (i.e. fistula or abscess formation). [4] Appropriate and prompt treatment of the inflammatory activity lowers the risk of these severe complications, and thus prevents future surgical interventions.
Currently, the only reliable approach for diagnosis of CD is an invasive ileo-colonoscopy. However, this procedure has several disadvantages, such as the risk of perforation, bleeding, relatively high costs and, most importantly, a high patient burden. Furthermore, a poor association exists between patient-reported symptoms and the observed endoscopic inflammatory activity. For instance, clinical risk scores, such as the Harvey Bradshaw Index (HBI) or the Crohn's Disease Activity Index (CDAI), cannot accurately predict active intestinal inflammation. [5, 6] In clinical practice, fecal calprotectin levels are commonly used as non-invasive biomarker that significantly correlates with inflammatory disease activity and response to therapy. [5, [7] [8] [9] [10] Calprotectin is a 36 kDa calcium-and zinc-binding protein dimer (consisting of S100A8 and S100A9) complex present in the cytosol of neutrophilic granulocytes. [11, 12] Fecal calprotectin levels are representative of neutrophil migration into the intestinal mucosa that occurs in the process of intestinal inflammation. Despite its proven association with disease activity, the diagnostic accuracy may be further improved by inclusion of additional biomarkers for active inflammation and/or tissue injury in CD. [12] [13] [14] Many cytokines have been shown to be involved in disease pathogenesis and might give a more accurate representation of the inflammatory activity in CD relapses in combination with fecal calprotectin levels. Ultimately, this may aid in an improved detection of active disease and a more versatile and effective treatment.
A Th1-driven immune response with increased Th1-associated cytokines such as IFN-γ and TNF-α plays a pivotal role in the pathogenesis of CD. [15] The importance of Th1-responses is also reflected by the clinical use of TNF-α antagonists, such as infliximab, adalimumab and certolizumab, which are effective treatment modalities in CD. [16] Previously, quantification of cytokines for diagnosis of disease has been cumbersome due to low serum concentrations of the relevant cytokines, but new techniques enable us to quantify most cytokines in a highly sensitive, reproducible and validated manner. [17] [18] [19] The aim of this study is to identify potential serum cytokines, chemokines and markers for angiogenesis and vascular injury that might serve as additional biomarkers for inflammatory disease activity in CD. A positive correlation between specific serum biomarkers and fecal calprotectin levels might enhance the diagnostic potential for early recognition of disease exacerbations.
Methods

Study population
Patients aged 19-67 years with an established diagnosis of Crohn's disease (CD) were included from March 2016 to April 2017 at the University Medical Center Groningen (UMCG), the Netherlands. In total, 39 CD patients were included and divided into two groups according to inflammatory disease activity, as determined by fecal calprotectin levels. Patients having a calprotectin level below 200 mg/kg were defined as the 'normal' calprotectin group (indicative of remissive disease) and patients with calprotectin levels above 200 mg/kg were defined as the 'increased' calprotectin group (indicative of inflammatory active CD). Clinically relevant data were obtained from medical records: age, gender, BMI, smoking history, maintenance medication, Montreal score, ileocecal resection and laboratory parameters. Fecal calprotectin levels were determined in the laboratory of the UMCG as a routine measurement. Serum samples were obtained after patients gave written informed consent (study approved by the Medical Ethical Committee of the UMCG).
Measurement of cytokines, chemokines and markers for angiogenesis and vascular injury
Serum samples from all patients were collected and stored in 1 mL aliquots in the freezer (-20˚C). After thawing, serum samples were centrifuged for 3 minutes at 2000 g to remove particulates prior to sample preparation and analysis. Measurement of serum levels of cytokines, chemokines and markers for angiogenesis and vascular injury was performed by the electrochemiluminescence (ECL) multiplex assay (Meso Scale Discovery (MSD 
Statistics
Study population characteristics were presented as means ± standard errors (SEM) or proportions (%, n). Serum biomarker distributions were presented as median ± interquartile ranges (IQR) and shown in boxplots (10 th -90 th percentiles) grouped by inflammatory disease activity, as determined by the fecal calprotectin level. Correlations between fecal calprotectin levels and serum biomarker levels were established using the nonparametric Spearman's correlation coefficient (ρ). Data were analyzed using SPSS Statistics 23.0 software package for Windows. P-values 0.05 were considered as statistically significant.
Results
Characteristics of the study population are presented in Table 1 . Patients with a 'normal' fecal calprotectin level (n = 22) had a mean age of 40.5 ± 2.4 years and consisted of 5 males (22.7%) and 17 females (77.3%). Patients with an increased level of fecal calprotectin (n = 17) had a mean age of 39.7 ± 3.4 years and consisted of 5 males (29.4%) and 12 females (70.6%). Patients with increased fecal calprotectin levels had significantly higher C-reactive protein (CRP) levels (P < 0.01) and higher erythrocyte sedimentation rates (ESR) (P < 0.05) as compared to patients with fecal calprotectin levels in the normal range. No significant differences between groups were observed for disease location, medication use, smoking habits, surgery history and standard laboratory parameters. In Table 2 , serum biomarker levels (pg/mL) are shown as median values with interquartile ranges (IQR) for both groups. All detected molecules are grouped in different experimental ) (P < 0.01)). In the Cytokine panel, Chemokine panel and Angiogenesis panel, no significant differences in serum biomarker concentrations were observed between both groups. Interestingly, we also observed elevated concentrations of IL-17A and TNF-β in patients with increased fecal calprotectin levels, but these were borderline non-significant (P = 0.058 and P = 0.051, respectively).
Distributions of the significantly correlating serum biomarkers between groups are shown in Fig 1 (IFN-γ and CRP, P < 0.01) and Fig 2 (IL-6 , IL-17A, TNF-β and SAA, P < 0.05). A highly significant positive correlation was observed between the pro-inflammatory cytokines IFN-γ (ρ = 0.523, P < 0.01, Fig 1A) and CRP (ρ = 0.511, P < 0.01, Fig 1B) and fecal calprotectin levels. Significant, but less strong correlations were demonstrated between IL-6 (ρ = 0.403, P < 0.05, Fig 2A) , IL-17A (ρ = 0.352, P < 0.05, Fig 2B) , TNF-β (ρ = 0.396, P < 0.05, Fig 2C) and SAA (ρ = 0.323, P < 0.05, Fig 2D) , and fecal calprotectin levels. No significant correlations were observed between the fecal calprotectin level and the other 31 investigated cytokines, chemokines and markers for angiogenesis and vascular injury. Table 3 provides a complete overview of all (significant and non-significant) correlations between serum concentrations of all analyzed biomarkers and fecal calprotectin levels.
Discussion
In this study, we show that increased fecal calprotectin levels-a broadly applied marker for the assessment of disease activity in CD patients-highly significantly correlate with elevated serum IFN-γ and CRP levels. Moreover, significant correlations were observed between serum levels of IL-6, IL-17A, TNF-β and SAA and fecal calprotectin levels. These findings indicate that identification of biomarker profiles might serve as an additional approach to determine inflammatory disease activity in CD patients. Our data not only provide correlations between fecal calprotectin levels and inflammatory markers in the systemic circulation, but also confirm that Th1 responses are important in CD patients with active disease since IFN-γ levels were significantly elevated, as well as serum TNF-α levels, although the latter did not reach statistical significance. Furthermore, an interesting additional finding is the borderline non-significant enhancement of serum IL-17A levels (P = 0.058) in CD patients with increased fecal calprotectin levels. IL-17A has been shown to be a driving effector response for colitis in mice. However, transfer of T-cells from IL-17-deficient mice induced severe colitis in mice recipients and enhanced IFN-γ-producing T-cells. [20] Likewise, in humans, it is less clear whether IL-17 has a protective role or induces an effector response. [21, 22] In our study, we found elevated IL-17A levels specifically in CD patients with increased fecal calprotectin levels, suggesting that it is a marker for inflammatory disease activity instead of a protective marker. Interestingly, we also found that the Th17-stimulating cytokines IL-6 and TNF-β were enhanced in the group with increased fecal calprotectin levels, further supporting that an activated Th17 response is involved in these patients in addition to the Th1 response. Our findings on the association between C-reactive protein (CRP) and fecal calprotectin levels corroborate the findings of other studies. [23, 24] CRP is an acute-phase protein, mainly produced by hepatocytes in response to systemic inflammation. Production occurs after stimulation by IL-6, IL-1β and TNF-α. In clinical practice, CRP is used as a general biomarker for inflammation and is therefore commonly applied to monitor the disease course of CD. CRP rapidly increases after an acute-phase stimulus and has a short half-life, making CRP an useful marker for acute inflammatory events in CD. [25] In CD, active disease is significantly associated with both elevated CRP and fecal calprotectin levels. [14, 26] Elevated CRP levels at diagnosis are predictive for the requirement of future surgical interventions in CD and therefore for disease severity. [27] Also, increased CRP levels prior to treatment with the TNF-α-antagonist infliximab were predictive of a higher response rate and treatment success. [25, 28] Additionally, our data demonstrate that enhanced serum CRP levels correlate with inflammatory disease activity, as it was specifically enhanced in the CD patient group with increased fecal calprotectin levels.
In the present study, serum IFN-γ levels were significantly elevated in CD patients with increased fecal calprotectin levels, as compared to patients with remissive disease. Likewise, it has previously been observed that circulating IFN-γ levels are strongly increased in IBD patients as opposed to healthy subjects. [29] IFN-γ is known for its central role in the Th1-driven immune response, which constitutes the major signaling pathway in the pathogenesis of CD. [15] IFN-γ is predominantly produced by Th1-differentiated T-cells residing in the intestinal lamina propria upon stimulation by IL-12-producing macrophages in the nearby environment. [30] Therefore, since we observe a strong correlation between fecal calprotectin levels and serum IFN-γ, this cytokine may be considered as a representative marker of endoscopic disease activity driven by Th1-cell cytokine production (IL-6, IL-12, TNF-α and IFN-γ). [15, 31] Given these findings, follow-up studies are warranted to determine whether therapeutic interference in patients with increased fecal calprotectin levels accompanied by high IFN-γ and CRP levels results in improved patient outcomes.
Finally, we observed a positive correlation between fecal calprotectin levels and serum amyloid A (SAA), an acute-phase protein implicated in multiple chronic inflammatory diseases and commonly found to be elevated in CD patients. [32] SAA is an apolipoprotein of highdensity lipoproteins (HDL) and plays a role in cholesterol transport to and from sites of inflammation. [33] It has previously been demonstrated that SAA correlates well with other acute-phase reactants, such as CRP and alpha-1-antichymotrypsin (alpha-1-ACT) and is suggested to be helpful in monitoring CD disease activity. [24, 34] In the present study, the concentrations of a large number of biomarkers have been assessed using a highly-sensitive electrochemiluminescence (ECL) assay and were directly correlated to the fecal calprotectin level. To our best knowledge, no studies have focused on the direct correlations between fecal calprotectin levels and serum biomarker levels with such a wide dynamic range of detection, providing us with high sensitivity measurements of cytokines, chemokines and markers for angiogenesis and vascular injury. However, a limitation of this study is that no endoscopic results were available for this patient cohort, which is generally considered as gold standard for demonstrating disease activity in CD. [35, 36] In clinical practice, it is challenging to identify an acute disease exacerbation, since its clinical presentation is often highly non-specific. Regularly, CD patients have concomitant symptoms that might be attributed to functional bowel syndromes, stricturing CD or gastro-intestinal infections. In contrast, other patients that do not present with any disease symptoms, may still show an active intestinal inflammation as determined by endoscopic investigation.
In this study, we have identified multiple candidate serum biomarkers to quantify the severity of a flare in patients with confirmed CD. This could also lead to means to distinguish inflammatory from non-inflammatory disease flares. Future prospective studies are warranted in which CD patients undergoing an endoscopic disease evaluation will be included in order to confirm that indeed only in patients with elevated Th1-and Th17-associated cytokines, inflammatory flares have occurred. Altogether, this may lead to an advanced prediction model for detecting disease exacerbations, based on a combined array of currently identified Th1-and Th17-associated cytokines. Subsequently, the predictive accuracy of this model could be compared with the distinctive power of endoscopic disease activity measurement.
In conclusion, we show that a positive correlation exists between multiple Th1-and Th17-associated cytokines and fecal calprotectin levels, presenting additional non-invasive candidate biomarkers for clinical use in CD patients. Moreover, these candidate biomarkers could be of value in monitoring and treating disease activity in CD. Future studies should aim to further assess the diagnostic potential of a distinct biomarker profile in relation to endoscopic activity measures.
